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Problems in detecting CK19 mRNA with RT-PCR and corresponding countermeasures
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"ABSTRACT] Objective: To search for a better RT-PCR method for detecting CK19 mRNA. Methods: RT-PCR methods

were used to detect the expression of CK19 mRNA in the tumor tissues and in the peripheral blood of patients with gastric canc-

er and in the peripheral blood of healthy subjects. Results: The influence of pseudogene and genome was observed through non-
reversely transcripted RNA controls and comparison of several pairs of primers. The interference could be effectively eliminated
by regulating the annealing temperature based on mismatched primers. Conclusion: The presence of pseudogene and genome in-
terferes the experimental protocol in RT-PCR, which can be resolved with the method introduced 1n our paper.
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Primer number Sequence fs\.l_m'jliﬁ.{'\d | l’mdm*t_
position(cDNA) length(bp)

P CGG GAC AAG ATT CTT GGT G 144-989 - 546
P2 GGC AGC TTT CAT GCT CAG (Outer)
3 CCA AGT TTG AGA CGG AAC AG Sa2=1942 261
P4 GAT CCT GAG TGA CAT GCG AA (Inner)
o GGA GGA AAT CAG TAC GCT GA 689-1073 380
P6 GGC TTC AAT ACC GCT GAT CA (Quter)
Py GAC ATG CGA AGC CAA TAT G 783-1018 236
P8 CCT CCG TTT CTG CCA GTG (Inner)
P9 AAG CTA ACC ATG CAG AAC CTC AAC GAC CGC 2131342 | 070
P10 TTA TTG GCA GGT CAG GAG AAG AGC C (Outer)
Pl TCC CGC GAC TAC AGC CAC TAC TAC ACG ACC 402-1147 746
Pl CGC GAC TTG ATG TCC ATG AGC CGC TGG TAC (Inner)
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Fig 1 P1P2 PCR results of normal and reversely
transferred RNA samples from normal and cancer tissue
M. Marker: 1:PCR products of CK19 ¢DNA in gastric cancer;2: PCR

products of nontranscribed (-RT) RNA in normal control; 3-7: PCR

products of CK19 ¢DNA in normal control
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Fig 2 P5P6 and P7P8 PCR results of reversely

transferred RNA samples from normal and cancer tissue
1. PCR products of CK19 ¢DNA in gastric cancer at 66°C annealing
temperature; 2-4 : PCR products of nontranscribed(-RT)RNA in nor-
mal control at 60°C ,62°C ,66°C annealing temperature. respectively;
M:Marker;5-7. PCR products of CK19 ¢DNA in normal control at
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Fig 3 P9P10 and P11P12 PCR results of reversely

transferred RNA samples from normal and cancer

tissue at different annealing temperatures
1-5: PCR products of CK19 ¢DNA in normal contrast at 68°C ,69°C,
70°C, 71°C, 72°C annealing temperature, respectively; 6-10: PCR
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products of CK19 ¢DNA in gastric cancer at 68°C

72°C annealing temperature,respectively
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Fig 4 P9P10 and P11P12 PCR results of reversely
transferred CK19 ¢cDNA of PBMN in normal

controls and 10 gastric cancer patients

1-4. Normal control; M. Marker; 5-14. gastric cancer patients, T he

PCR results of 3 gastric cancer patients(5,10,14) were positive
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Fig 5 P5P6 and P7P8 PCR results of reversely transferred

CK19 ¢cDNA of PBMN in same 10 gastric cancer patients

The results of 5-14 corresponded with the same number in Fig 4.

And it was showed that the PCR results of 2 gastric patients(5 and

14) were positive, and 1 patient(10) became negative
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